Background: The intestinal microbiota is a complex and diverse ecosystem that plays a significant role in maintaining the health and well-being of the mammalian host. During the last decade focus has increased on the importance of intestinal bacteria. Several molecular methods can be applied to describe the composition of the microbiota. This study used a new approach, the Gut Microbiotassay: an assembly of 24 primer sets targeting the main phyla and taxonomically related subgroups of the intestinal microbiota, to be used with the high-throughput qPCR chip 'Access Array 48.48′, AA48.48, (Fluidigm®) followed by next generation sequencing. Primers were designed if necessary and all primer sets were screened against DNA extracted from pure cultures of 15 representative bacterial species. Subsequently the setup was tested on DNA extracted from small and large intestinal content from piglets with and without diarrhoea. The PCR amplicons from the 2304 reaction chambers were harvested from the AA48.48, purified, and sequenced using 454-technology.
Background
Immediately after birth the mammalian gastrointestinal tract is colonized by a complex and diverse microbial ecosystem. The bacterial invasion and the following gut microbial composition has an enormous impact on its host's health and well-being [1] . To gain a better understanding of this complex ecosystem, culture-independent methods are essential, as a considerable fraction of the intestinal microbiota has not yet been cultured [2] . One of the ongoing controversies is how to study the bacterial composition in complex ecosystems. To date, some of the widely used approaches to characterize the intestinal microbiota are: metagenomics, phylogenetic microarrays, DNA fingerprinting techniques, and qPCR [2] [3] [4] [5] . These methods provide different degrees of taxonomic as well as quantitative information on the microbiota [5] . Nonetheless, variation in technical procedures and differences in data treatment and interpretation makes it challenging to compare results between studies. Also, the expenses and time consumption in relation to labour intensity and data analysis vary greatly. Especially metagenomic approaches are receiving increased attention in the study of microbial communities as a result of their shorter sequencing speed, extended read length, and lower costs [5, 6] . However, the enormous amount of data generated becomes cumbersome to analyse, and requires lots of dedicated time as well as expertise to manage [6] . The Access Array 48.48, AA48.48, (Fluidigm Corporation, South San Francisco, CA, USA) creates an affordable link between high-throughput qPCR and next generation sequencing (NGS) and provides manageable data with valuable quantitative and taxonomic information.
Since the 1990's, qPCR has been applied widely due to its quantitative precision, high specificity and sensitivity, broad dynamic range, good reproducibility, and relatively low costs [7] . In general, qPCR is quick to perform with a low to medium throughput, since most qPCR platforms have a capability format of 96 or 384 [7] . The high-throughput qPCR chip AA48.48 combines 48 detector inlets and 48 sample inlets by interconnecting channels into 2304 individual reaction chambers (singleplex) http://www. fluidigm.com/access-array-system.html. In contrast to most qPCR platforms which require reaction volumes between 5 to 100 μl [7] , the AA48.48 operates with a reaction volume of approximately 35 nl [8] . By tagging primers at their 5′-end (using the 'The Access Array 4-primer amplicon tagging strategy' [8] ), and including a 454 Barcode Library (454BL) with the samples, amplicon generation and library preparation is achieved in the same reaction. Afterwards, amplicons can be harvested directly from the AA48.48 sample inlets where the respective samples were initially loaded. The unique barcodes and specific primers enable segregation of the pooled samples in NGS analysis later on. The AA48.48 process time from start to finish is approximately five hours. After each qPCR run Fluidigm Real-Time PCR Analysis software (Fluidigm Corporation) generates a heatmap constructed as a grid of 48 × 48 small squares presenting all the 2304 primer sample combinations. The heatmap depicts the Cq-value for each reaction according to a colour scale, providing a good overview of each sample and the possibility to compare the bacterial profiles across all the samples.
This study describes the design, optimization, and validation of the Gut Microbiotassay: a primer setup consisting of 24 primer sets targeting the main bacterial phyla of the intestinal microbiota at various taxonomic levels, to be used with the AA48.48 in combination with NGS. Furthermore, it demonstrates the applicability of the Gut Microbiotassay on luminal content collected from the small and large intestine of piglets of different diarrhoeic status. Finally, it validates the specificity of the Gut Microbiotassay by sequencing these amplicons. To our knowledge, the AA48. 48 has not previously been used to investigate microbial communities.
Methods

Development of the Gut Microbiotassay Primer design
Inspired by Rajilic-Stojanovic et al. [9] , the primer setup was designed to target the ribosomal RNA genes (16S or 23S) of the major bacterial groups present in the mammalian intestinal microbiota, including the phyla: Firmicutes, Bacteroidetes, Proteobacteria, and Actinobacteria [10] . To gain insight into the bacterial composition, different taxonomic levels were represented: domain, phylum, class, family, genus, and species-specific primers ( Table 1) .
Primer specificity was checked in silico with the 'probe match' facility of the Ribosomal Database Project, release 10 (http://rdp.cme.msu.edu/) [11] and the 'check' application of ProbeCheck (http://131.130.66.200/cgi-bin/probecheck/ content.pl?id=home) [12] using the programs' default settings. Judged by the search results from these online databases, primers were renamed according to their main target. Some of the published primers were slightly modified to improve their specificity. New primers were designed using the 'Probe Design Tool' of the ARB Software package (http://www.arb-home.de/) [13] , or Primrose [14] using default options, and further validated based on BLAST search (NCBI). Primers were designed to have approximately same length of nucleotides, GC-content, a minimum number of degenerate bases, and to produce amplicons between 200-500 bp long, compatible with the read length of the 454 GS FLX Titanium Sequencer. Similar properties were important, given that all the primers had to function under the same conditions when run on an AA48.48.
All primers, except for the species-specific ones, were tagged at their 5′-end to enable incorporation of a 454BL necessary for 454-sequencing: forward tag: 5′-ACACTGACGACATGGTTCTACA-3′, and reverse tag: 5′-TACGGTAGCAGAGACTTGGTCT-3′ in accordance to the ' Access Array™ System User Guide' [8] . Primers were purchased from Eurofins MWG Synthesis GmbH (Ebersberg, Germany) and stored at −20°C.
Empirical testing of primers
All primers were tested against 15 strains of pure-cultured reference bacteria, representing targets for one or more of the different primer sets (Table 1) . Thus the reference bacterial DNA functioned as both positive and negative controls for the individual primer sets.
DNA extraction Chromosomal DNA from cultured reference bacteria (Additional file 1: Table S1 ) was isolated using the Easy-DNA™ Kit (Invitrogen, Carlsbad, CA, USA), for further details on the DNA extraction protocol see Additional file 2. DNA was precipitated with ethanol, and resuspended in 60 μl TE buffer. The reference bacteria were cultured as recommended by DSMZ (www.dsmz.de/). An interplate calibrator (IPC) was included in all AA48.48, consisting of bacterial DNA extracted from1 00 mg colonic content from a healthy conventional pig, 14-week-old, Danish landrace. Intestinal content was collected immediately after euthanization and frozen at -80°C. A 10% PBS suspension was made from the intestinal content, and from here on, the protocol was identical to the one used for the reference bacteria.
DNA concentration and purity were assessed by the 260/280 nm-ratio using the Nanodrop® ND-1000 (NanoDrop Technologies Inc., Wilmington, Germany) spectrophotometer (Additional file 2). DNA was stored at −20°C until needed.
Verifying the Gut Microbiotassay on the Access Array 48.48 Tenfold serial dilutions ranging from 0.5 pg/μl to 50 ng/μl were made from DNA extracted from 15 reference bacteria. The AA48.48 was processed following the ' Access Array System™ User Guide' [8] . In short: primer sets were mixed in equal concentrations and diluted to 4 μM with 20 × Access Array Loading Reagent (Fluidigm, South San Francisco, CA, USA) and nucleasefree water (Ambion Inc., Austin, USA). Master Mix was prepared as described in the instructions, and sample solutions were produced from 4 μl Master Mix and 1 μl DNA. The AA48.48 was primed in a 'pre-PCR' IFC controller AX (Fluidigm), before it was processed in the Biomark (Fluidigm) using the Fluidigm ' AA 48 × 48 Standard v1'-protocol listed in Table 2 . Subsequently the amplicons were harvested in a 'post-PCR' IFC controller AX (Fluidigm) .
Harvested amplicons were measured on the Agilent DNA 1000 chip (Agilent Technologies, Waldbronn, Germany) with the Agilent 2100 Bioanalyzer (Agilent Technologies) to verify the specificity of the Gut Microbiotassay. This was assessed from the size and number of amplicons generated by the primer sets listed in Table 1 , with the reference bacteria as targets.
Three primer concentrations (1, 2 and 4 μM), and three primer:454BL-ratios (1:0.2, 1:0.4 and 1:0.8 μM) were tested, before settling on the final protocol. 
Testing the Gut Microbiotassay on complex samples Samples and sampling
To explore the efficiency range of the Gut Microbiotassay, and test its sensitivities under varying circumstances, the study included 12 three-day-old piglets from conventional pig-farms (Danish landrace); seven with and five without clinical diarrhoea (Additional file 3: Table S2 ). None of the animals had received any treatment. Piglets were sacrificed and luminal content from the small and large intestine were obtained immediately after and frozen at −80°C. All handling of the animals was in accordance with regulations from The Danish Centre for Animal Welfare.
DNA extraction 100 mg intestinal content was suspended in 900 μl PBS and bead-beated in 2 ml microcentrifuge tubes containing a 5 mm steel bead (Qiagen, Hilden, Germany) at 15.0 hertz for 2.3 min (Tissuelyser II, Qiagen). Tubes were centrifuged at 10,000 × g, 90 s, 20°C, and 350 μl of supernatant were transferred to new tubes. These were placed in the QIAsymphony SP (Qiagen) for DNA extraction using the QIAsymphony Virus/Bacteria Mini Kit (Qiagen) with the protocol 'Pathogen complex 200′ (Qiagen), elution volume: 60 μl. DNA was measured as previously mentioned and stored at −20°C until further processing (Additional file 3: Table S2 ).
Analysing complex samples on the AA48.48 with the Gut Microbiotassay
To test the amplification efficiency on DNA extracted from intestinal content 'sample-calibration-curves' were constructed from tenfold serial dilutions (0.25 pg/μl -25 ng/μl). These were made from pooled sample material of 1 μl extracted DNA from each of the samples listed in Additional file 3: Table S2 . 'Control-calibration-curves' were constructed from the IPC, and 'reference-calibration-curves' were generated by pooling all reference bacteria in equal concentrations. DNA extracted from the pig samples included in the study was diluted to 50 ng/μl with nuclease-free water (Ambion). To test how the addition of a 454BL affected the Cq values, an AA48.48 with a 454BL and one without a 454BL were run under the exact same conditions. With a 454BL, each sample mixture consisted of 3 μl Master Mix, 1 μl sample (DNA, 50 ng/μl), and 1 μl Access Array Barcode Library for the 454 GS FLX Titanium Sequencer (Fluidigm), 2 μM. Afterwards the amplicons were harvested and stored at −20°C until needed.
Amplicon preparation for NGS
To normalize the harvested sample amplicons for NGS, they were measured as described earlier and pooled in equal concentrations. This resulted in a total volume of 144.27 μl of 16 ng/μl which was purified to remove any PCR by-products. First the volume was reduced to 15 μl by extracting the DNA with phenol chloroform using a standard procedure [15] . Next, the extracted DNA was run in a 0.7% Seakem® LE Agorose gel (Lonza Rockland, Rockland, ME, USA) for 86 min, 90 V, and incubated for 30 min in 0.0004% ethidium bromide. Bands were visualized with UV-radiation using the Bio-Rad Universal hood II (Segrate, Milan, Italy) and bands in the size range 200-900 bp were excised, equalling expected amplicon sizes. DNA was extracted from the excised gel using the Qiaquick Gel Extraction Kit (Qiagen) in accordance with the kit manual.
The final pool of purified DNA from the 12 piglets to be sequenced was 723.25 ng (260/280-nm ratio: 1.96). This was run on a quarter PicoTiterPlate™ on a 454 GS FLX Titanium Sequencer (Roche) by LGC Genomics (GmbH, Berlin, Germany).
Data analysis
From raw Cq values to relative quantitative data Cq values generated from the AA48.48 without a 454BL added were exported from the 'Fluidigm Real-Time PCR Analysis software' , version 3.0.2 (Fluidigm) , to Excel. Cq values were corrected to the IPC included in all runs, and those exceeding primer specific cut-off values, determined from the verification step of the Gut Microbiotassay (Additional file 4: Table S3 ), were excluded. Relative quantification was calculated from the mean of the technical replicates using the Livak-method [16] . This method was chosen based on the theory that the total amount of bacteria, targeted by the primer set domain Bacteria B, constituted 100% of the microbiota in the individual gut section at all times. Hence, the Cq values of all primer sets for each sample were normalised against the Cq value of their respective domain Bacteria B primer set: R primer set X Normalization was further done to total mean of all primer sets for each sample with similar results (data not shown).
454-sequencing data Sequence data, available at NCBI Sequence Read Archive under Accession SRA061551, was analysed using BION, a yet unpublished open source program. For more information on the BION software, its functions, and the main statistics for the raw results see Additional file 5. In short: the sequence dataset was converted to FASTQ, split according to sample barcodes and primer sequences, and trimmed in the same process. Next, sequences were cleaned using a cut-off for minimum quality of 96%, and a minimum sequence length of 200 bp. The remaining sequences were clustered using UCLUST, based on a minimum seed similarity of 99.5%. Query sequences were compared to Greengenes Gene Database [17] using the k-mer matching program Simrank2, an improved version of Simrank [18] . Simrank2 returns the n % best similarities, no matter how low they are. Also, it only produces 8-mers from regions above a given quality, and skips sequences with too few 8-mers. This last feature helps improve the data quality. Simrank2 was set to return the best 1% similarities with a similarity cut-off of 50%. Taxonomy was generated by transforming percentages for the Greengenes OTUs to scores, read densities, the sum of which was 1. This was done in a weighted manner, so that OTUs of the highest similarity scored a high number and vice versa, the sum of which was the original reads. Only phylotypes with a primer-specific read density of ≥ 1% were included in the statistical analysis.
Statistics Initially, all data were transformed with the natural logarithm. Primer sets with more than half of the data missing were removed from the dataset. If primer sets in taxonomic lineage showed pair-wise correlations above 0.99, only the primer set of the highest taxonomic level in the lineage was retained for analysis, and any conclusion drawn from this also accounted for the excluded sub-level primer sets. To include the information from remaining data-deficient primer sets, for which the fraction of missing data was low and never above 0.35, the EMalgorithm [19] was used to substitute missing values with imputed ones, by applying a multivariate Gaussian model. Each primer set was allowed to depend freely on the others and also for dependency on gut section, diarrhoeic status, and interaction between these. Model fit of the multivariate model for the primer sets after imputation was assessed by transforming the model residuals with the inverse of the square root of the estimated covariance matrix between the primer sets, and applying standard model control to these standardized residuals. These analyses were consistent with standard model behaviour.
Effect of gut section and diarrhoeic status was tested with the Likelihood Ratio Method using the Wilks test [20] . Sequence data were compared for effect of diarrhoeic status using the non-parametric Wilcoxon test [21] . P-values < 0.05 were considered statistically significant.
Results
Designing the Gut Microbiotassay
The Gut Microbiotassay was constructed from 49 primers constituting 24 primers sets (Table 1 ) in order to target the main bacterial Phyla (Actinobacteria, Bacteroides, Firmicutes, Fusobacteria, Proteobacteria and Verrucomicrobia) and some of the highly important bacterial groups and species reported in the mammalian intestinal tract [9] . 12 primers were designed de novo, and 37 primers were from published literature, of which ten were modified. Five of the 24 primer sets were unmodified pairs from published literature, whereas the rest were combinations composed in this study. As it was not possible to find or design specific primer sets targeting the 16S rRNA gene for class βand γ-proteobacteria, and genus Lactobacillus, these were designed to target the 23S rRNA gene instead.
Sensitivity and specificity of the Gut Microbiotassay
Tenfold serial dilutions of DNA extracted from 15 reference bacteria were used to evaluate the specificity and sensitivity of the Gut Microbiotassay (Figure 1 ). The specificity for each primer set was assessed from the Cq values obtained for their respective target bacteria in addition to any cross reaction. For 13 of the 24 primer sets, specific positive reactions were registered on various taxonomic levels in agreement with the reference bacteria listed for each primer set in Table 1 . The remaining primer sets showed different degrees of cross reaction (Figure 1 ). On average, the lowest unspecific and the highest specific Cq of same concentration differed by 9 Cq values, equalling less than 1% cross reaction. Apparently, the primer set phylum Firmicutes did not have a complete coverage, as it only amplified few bacteria from the Clostridia clusters. The highest specific Cq value was determined for each primer set from the representative target bacterial species and used as cut-off value in the data analysis (Additional file 4: Table S3 ).
The dynamic range for the specific primer sets spanned from 50 ng to 50 pg DNA/μl for two primer sets, to 5 pg DNA/μl for 15 primer sets, and for seven primer sets down to 0.5 pg DNA/μl (lowest concentration tested), Table 3 . Linear regression of log-concentration versus Cq values for the different primer sets demonstrated r 2 from 0.943 to 0.999 (SD 0.0074). Gel pictures and electropherograms confirmed specific amplification by demonstrating the expected number of amplicons corresponding to the number of taxonomic levels represented by the specific primer sets. Additionally, amplicon sizes (bp) were comparable to those listed in Table 1 .
Fluidigm's recommendation on DNA sample concentration is 25-50 ng/μl [8] . When testing the amplification efficiency on 23 calibration curves (ranges: 0.25 pg/μl -50 ng/μl), there was no PCR inhibition for either of the primer sets with DNA of 25 or 50 ng/μl.
Addition of a 454 Barcode Library
Including a 454BL with the reactions did not affect the Cq values drastically. The biggest deviation was less than 1 Cq compared to the respective Cq values without a 454BL added, and 90 percent of the corresponding values from the two data sets were correlated by r 2 > 0.90. Uncorrelated data were mainly seen if no or very few target bacteria were present in the reaction. In such cases the 454BL occasionally caused some interaction with itself or/and the present primer set, creating a signal that obscured the low or missing signal from the target bacteria. Because of this, samples were run twice: with and without a 454BL added. Cq values without a 454BL were used for data analysis, whereas amplicons with the 454BL incorporated were available for 454-sequencing.
The Gut Microbiotassay on complex samples
Piglets of different diarrhoeic status were sacrificed and luminal content was collected from the small and the large intestine. This resulted in a total of 23 samples divided into the following groups: small intestine without diarrhoea (S−) n = 5, small intestine with diarrhoea (S+) n = 7, large intestine without diarrhoea (L−) n = 4, and large intestine with diarrhoea (L+) n = 7.
AA48.48 general findings
The following primer sets were missing more than half of the data, and were consequently removed from the statistical data analysis: family Clostridium cluster IV, class ε-proteobacteria and δ-proteobacteria, phyla Verrucomicrobia, and domain Archeae. Primer sets showing pair-wise correlation above 0.99, were: class βand γproteobacteria with family Enterobacteriacea, and species E. coli; and phylum Bacteroidetes with genus Bacteroides. Of the general bacteria primers only domain Bacteria B was tested as this was the primer set used for normalization. This left 15 primer sets for data analysis. The multivariate test for effect of gut section and diarrhoeic status, with effects allowed to differ with the values of gut section, revealed statistically significant effects (S/L p = 0.01, S+/S − p = 0.002, and L+/L − p = 0.006, respectively). However, effects were not limited to the primer sets that showed significant differences in the Gut Microbiotassay. If these were excluded, and the data analysis repeated, this still resulted in a significant effect from diarrhoeic status in the large intestine (L+/ L − p = 0.01), while it was borderline insignificant in the small intestine (S+/ S − p = 0.056). Table 4 lists the estimated mean percentages and 95% confidence interval for each primer set included in the data analysis relative to total bacteria. Diarrhoeic gut sections contained fewer bacteria from phylum Firmicutes (genus Streptococcus and unclassified (p < 0.05)), but a higher fraction of genus Enterococcus (small intestine p = 0.04). There was a highly significant depletion of members from genus Streptococcus in the diseased compared to Table 1 . These were used to test the specificity and sensitivity of the primer sets included in the Gut Microbiotassay, listed vertically on the left. Primers were run in duplicates. On the right: a colour scale depicting the respective Cq values (the software uses commas instead of points as decimal separator for Cq values).
the healthy intestines. The same tendency was seen for Clostridium cluster I (small intestine p = 0.02). The diarrhoeic small intestine harboured fewer members from class βand γ-proteobacteria than the healthy one, while this was reversed for the large intestine (p < 0.05). Generally healthy piglets had a gut microbiota dominated by Gram-positive bacteria, which was partly displaced by Gram-negative bacteria in diarrhoeic piglets.
454-Sequencing results
Sequencing barcoded sample amplicons resulted in 275,133 unprocessed consensuses, which dropped to 164,055 after quality trimming. Amplicons generated by the primer sets domain Bacteria A and B encompassed 16S rRNA gene sequences from both Gram-positive and Gram-negative bacteria genera plus from unclassified bacteria. Good congruency was found between the primer sets of the Gut Microbiotassay and the 454-sequencing results generated from their respective amplicons (Figure 2 ).
Comparing significant findings from AA48.48 with 454-sequencing data
Based on the Gut Microbiotassay data for the individual bacterial groups, four groups showed significant differences: domain Bacteria B, genus Streptococcus, phylum Actinobacteria, and class βand γ-proteobacteria, Table 4 . In the small intestine, diarrhoea was associated with a significantly reduced bacterial load (p = 0.003). Sequence data generated by the domain Bacteria B primer set indicated that diarrhoea was associated with a decreased number of members from genus Streptococcus, including S. alactolyticus in both the small intestine (p = 0.0061, and p = 0.0099, respectively) and the large intestine (p = 0.0061 and p = 0.013). When comparing the results for genus Streptococcus, there were significantly fewer Streptococci in the diseased intestines (S+/ S − p = 0.0003, L+/ L − p = 0.00002). The sequences generated by genus Streptococcus confirmed the previous results (S+/ S − p = 0.0061, L+/ L − p = 0.012). These were classified to: genus Streptococcus, species S. hyointestinalis, S. suis, and S. alactolyticus. However, at species level, only S. alactolyticus, showed coherently significant results with genus Streptococcus (S+/ S − p = 0.047, L+/ L − p = 0.012). Phylum Actinobacteria was more abundant in the diarrhoeic compared to the healthy small intestine (p = 0.034), however, this was not reflected in the sequencing data for the small intestine. The diarrhoeic large intestine possessed significantly more members from the class βand γ-proteobacteria, including family Enterobacteriaceae and species E. coli, than the healthy one (p = 0.029). Nonetheless, for this gut section no significant differences showed up in the sequencing data from the family Enterobacteriaceae primer set.
Specificity of the Gut Microbiotassay
After sequencing the amplicons generated by the Gut Microbiotassay the specificity of the primer sets was revaluated (Figure 2) , except for the primer sets targeting the 23S rRNA gene (genus Lactobacillus and class βand γproteobacteria) as the freeware used to analyze the sequence data is currently based on 16S rRNA gene databases.
16 of the 24 primer sets only generated sequences from their intended target group, four showed cross reaction with a single group, and two primer sets cross reacted with more than two other taxonomic groups. The primer set phylum Firmicutes did not reveal any clostridia, as predicted earlier. In conclusion, the sequencing data confirmed the specificity of the primer sets found in the verification process of the Gut Microbiotassay when tested against DNA extracted from pure-cultured reference bacteria. 
Discussion
Most qPCR studies describing the gut microbiota typically do this by using a general bacteria primer and a few group-specific ones [4, 22] . In contrast, this study developed the Gut Microbiotassay, an assay composed of 24 primer systems, capable of screening the microbiota for the most common bacteria in the mammalian intestine [9, 10] at various taxonomic levels. The Gut Microbiotassay was tested against representative reference bacteria, and next on complex intestinal samples from piglets of different diarrhoeic status. The sample amplicons were harvested and sequenced, and functioned as a proof of concept, evaluated the specificity of the Gut Microbiotassay by further elucidating the components of the gut microbiota. This approach offers an alternative to current molecular methods employed to characterize the gut microbiota such as phylogenetic microarrays [23] , and NGS [24] . In contrast to phylogenetic microarrays, the AA48.48 is highly flexible because primer sets can readily be replaced to meet the needs of a current research study. In addition, the AA48.48 outmatches the phylogenetic microarray on sample capacity, as well as sensitivity [25] . Also, no pre-amplification is needed when running the Gut Microbiotassay with the AA48.48, which reduces the workload, and also the risk of introducing technical variation. The effect of such technical variation can be reduced by normalization. In the present study each sample were normalized against the Cq value of their respective domain Bacteria B primer set. Impact of normalization against their respective domain Bacteria B was tested by performing a second normalization procedure; at this point data was also normalized to total mean of all primer sets for each sample individually, with similar end results (data not shown). As the choice of normalization in the present study (Domain Bacteria B) or total mean did not have a great impact on final results we assume that the technical variation was low or that we managed to normalize efficiently using both methods. Further, data from domain Bacteria A and domain Bacteria B were highly correlated also pointing to domain Bacteria B as a reasonable reference primer efficiency of qPCR is of great importance and should ideally be within the range of 85% to 110%. The majority of the primers used in the Gut Microbiotassay (21 out of the 23 primers included in Table 3 ) had and acceptable efficiency between 80-110%. However, the primer Doman bacteria A was found to differ to much with regards to efficiency and dynamic range, thus data from this primer pair was only used to support data generated from the primer Doman bacteria B. Likewise primer set Phylum Firmicutes produced to high efficiency when tested on two reference bacteria Roseburia sp. and F. Prausnitzii. However Roseburia sp. and F. Prausnitzii are covered by several other well performing primers including Clostridium cluster XIV and Clostridium cluster IV respectively. Therefore the Gut Microbiotassay cannot be used as an absolute quantitative assay across the different primer sets. In order to make it a truly quantitative assay it will be necessary either to have a defined start sample regarding species composition or only to use specific primers on the array where high efficiency has been proven.
The heatmap generated by the software 'Fluidigm Real-Time PCR Analysis' (Fluidigm Corporation) depicts the raw Cq values for each reaction. This makes it feasible to quickly evaluate and visually compare the bacterial profiles across a large number of samples. As sample amplicons are harvested individually following qPCR, it is possible to pinpoint which samples to sequence for further taxonomic information. Selective sequencing reduces costs compared to non-selective sequencing. Also, the dataset generated from sequencing the Gut Microbiotassay PCR amplicons produces a much more manageable dataset compared to metagenomic approaches. The Gut Microbiotassay provides a quantitative picture of the distribution of the known gut microbiota represented by the primers. Moreover, if combined with 454-sequencing, it enables detection of bacteria with unidentified sequences [25] . A limitation of the assay when running on complex bacterial samples is that the primers will have different efficiencies and dynamic ranges due to imperfect matches with some of the target sequences. The Gut Microbiotassay has therefore the most value for analysing high-throughput quantification of the bacterial composition in many samples or samples with defined biomarkers. The validation of the Gut Microbiotassay by sequencing the amplicons from intestinal content of two different gut sections from piglets of different diarrhoeic status demonstrated the potential to further elucidate the components of the gut microbiota. This study used the results from the Gut Microbiotassay to quantify the taxonomical groups, and NGS to access the bacterial constituents.
Common intestinal bacteria in the neonatal piglet include members of: Clostridia, Streptococcaceae, Lactobacillaceae, Enterobacteriaceae, Fusobacteria and sometimes Bacteroidetes [26, 27] . These bacterial groups were also found in the gut microbiota of three-day-old piglets using the Gut Microbiotassay. The Gut Microbiotassay indicated that a healthy gut microbiota was dominated by Grampositive bacteria, which were partly replaced by Gramnegative bacteria in the large intestine of diarrhoeic piglets. Robinson et al. [28] came to a similar conclusion in a study investigating the intestinal microbiota of pig colons experimentally induced with swine dysentery. Consistent significant findings from the Gut Microbiotassay and the 454-sequencing results implied that diarrhoea was associated with a depletion of members from the genus Streptococcus, and previous research has shown that Streptococci is an important member of a healthy gut microbiota [26, 28, 29] . A detailed review of the aetiology behind the piglet diarrhoea is beyond the scope of this paper and prevented by the limited number of piglets analysed, as the primary focus of this paper has been on the verification and application of the Gut Microbiotassay.
